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ABSTRACT 
Cancer cells can develop a strong addiction to discrete molecular regulators, which 
control the aberrant gene expression programs that drive and maintain the cancer 
phenotype. Here, we report the identification of the RNA-binding protein HuR/ELAVL1 
as a central oncogenic driver for malignant peripheral nerve sheath tumours (MPNSTs), 
which are highly aggressive sarcomas that originate from cells of the Schwann cell 
lineage. HuR was found to be highly elevated and bound to a multitude of cancer-
associated transcripts in human MPNST samples. Accordingly, genetic and 
pharmacological inhibition of HuR had potent cytostatic and cytotoxic effects on tumour 
growth, and strongly supressed metastatic capacity in vivo. Importantly, we linked the 
profound tumorigenic function of HuR to its ability to simultaneously regulate multiple 
essential oncogenic pathways in MPNST cells, including the Wnt/b-Catenin, YAP/TAZ, 
Rb-E2F and BET proteins, which converge on key transcriptional networks. Given the 
exceptional dependency of MPNST cells on HuR for survival, proliferation, and 
dissemination, we propose that HuR represents a promising therapeutic target for 
MPNST treatment. 
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INTRODUCTION 
Malignant peripheral nerve sheath tumours (MPNSTs) are highly aggressive 
sarcomas with a strong metastatic potential, usually to the lung (1). MPNST patients are 
largely refractory to current treatments that include radical surgical resection and/or 
radiation and chemotherapy, and have very poor 5-year survival rates ranging between 
15% and 50% (1). Half of MPNST cases arise in the context of Neurofibromatosis Type 1 
syndrome (NF1), and these tumours are a leading cause of death in NF1 patients. In NF1, 
loss of the NF1 tumour suppressor gene that encodes the Ras GTPase-activating protein 
neurofibromin leads to the development of benign neurofibromas that are located on 
the skin (cutaneous neurofibromas) or can be deep-seated in large peripheral nerves 
(plexiform neurofibromas). Plexiform neurofibromas can transform into MPNSTs, which 
can also occur spontaneously (sporadic MPNSTs) or after radiotherapy. There is general 
acceptance that cells of the Schwann cell lineage are the crucial neoplastic cells in 
MPNST (1,2). 
A number of mutations that drive MPNST pathogenesis have been identified, 
with a surprising degree of overlap in NF1-associated and sporadic forms. These include 
molecular variants of the NF1 tumour suppressor gene that are present in all NF1 
patients, and in a majority of sporadic and radiation-induced MPNSTs (2,3). Other 
ancillary, yet essential, cancer-driving genetic aberrations include loss of genes CDKN2A, 
TP53, RB, PTEN, or the genes encoding the PRC2 components SUZ12 or EED, and 
amplification of PDGFRA, EGFR or MET (4,5). In addition, recent studies have shown that 
activation of multiple signalling pathways that include the PI3K/AKT/mTOR, RAS/RAF-
MEK-ERK, WNT/β-Catenin and HIPPO-YAP/TAZ pathways, and other less ubiquitous 
molecular alterations involving aurora kinases and transcription factors, such as SOX9, 
also contribute to MPNST pathogenesis (1,3,6). 
 Gene dysregulation is a hallmark of cancer cells. Genetic alterations in cancer 
cells invariably lead to a global remodelling of their transcriptome allowing them to 
acquire advanced functional capabilities for survival, proliferation and dissemination. 
MPNSTs have a unique transcriptomic signature that is clearly distinct from normal or 
even neurofibroma-derived primary Schwann cells or tumours (7,8), and that is strongly 
associated with key Schwann cell developmental programs, including control of survival 
and proliferation. Targeting dysregulated gene expression programs in cancers has 
emerged as a promising therapeutic strategy, and there is an intense focus on 
identifying the key molecular regulators that govern these programs (9,10). In particular, 
RNA-binding proteins (RBPs) are increasingly recognised as attractive targets because of 
their ability to regulate the type and abundance of hundreds of transcripts by 
modulating every aspect of their post-transcriptional life – splicing, transport, 
localization, translation, stabilization and decay. Furthermore, each RBP can bind to 
multiple overlapping groups of functionally related RNAs, forming “RNA regulons” that 
control many biological functions (11). 
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 We have previously shown that the ubiquitously expressed RBP HuR/ELAVL1 was 
highly expressed in immature Schwann cells, a stage of development characterized by a 
peak in Schwann cell proliferation and apoptosis. We found that HuR was bound to and 
regulated several key mRNAs, co-ordinately regulating them at the post-transcriptional 
level (12). Subsequently, as immature Schwann cells differentiated, we found that they 
lost expression of HuR, and the production of HuR targets encoding proliferation and 
apoptosis proteins were downregulated. Notably, many of the HuR targets in immature 
Schwann cells become re-expressed in MPNSTs, and the encoded proteins play key roles 
in tumour growth, as shown for SOX9 (8) and BRD4 (13). HuR is frequently upregulated 
in different cancer types (14), leading us to hypothesize that HuR could become re-
expressed in MPNSTs, where it would have a key role in driving the dysregulated 
transcriptomic programs. Here, we present evidence that HuR is potently tumorigenic 
in MPNSTs and that suppressing HuR expression reduces tumour growth and metastasis. 
We propose that the malignant influence of HuR is linked to enhancing multiple key 
oncogenic programs operating in MPNST cells.  
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RESULTS 
HuR is upregulated in human MPNSTs 
To explore the potential role of HuR in Schwann cell cancers, we searched a 
publicly available expression dataset (GEO: GSE41747)(7) and found that HuR/ELAVL1 
mRNA levels were significantly upregulated in MPNSTs, both in patients and in mouse 
samples (Figure 1A, B). Next, we analysed HuR protein abundance by 
immunohistochemistry in a human tissue microarray panel comprising normal nerves 
(n=7), benign neurofibromas (n=76) and MPNSTs (n=109)(15), and similarly, found a 
strong upregulation of HuR protein expression in MPNSTs (Figure 1C). Finally, we 
validated these results by examining HuR protein and mRNA expression in an 
independent cohort of frozen human normal nerves (n=5), neurofibromas (n=12) and 
MPNSTs (n=15), obtained from the Stanmore Musculoskeletal Biobank (UK). We 
confirmed that total HuR protein levels were significantly elevated in the MPNST 
samples (Figure 1D, E). We also examined cytoplasmic HuR levels, since HuR export from 
the nucleus to the cytoplasm is linked to its function as post-transcriptional regulator of 
target mRNAs (16). As shown (Figure 1D, F), cytoplasmic HuR levels were higher in 
MPNST samples. HuR mRNA levels were also higher in these samples (Figure 1G).  
We did not find significant differences in the abundance of HuR mRNA or protein 
when comparing dermal neurofibromas and plexiform neurofibromas from our frozen 
cancer panel (Supplemental Figure 1A), nor were there differences in HuR mRNA levels 
in publicly available datasets (Supplemental Figure 1B, C). Notably, we also did not find 
significant differences in the levels of HuR mRNA or protein when comparing NF1-
derived and sporadic MPNSTs (Supplemental Figure 1D, E).  
The high abundance and cytoplasmic localisation of HuR point to a potentially 
important role in both sporadic and NF1-derived MPNSTs. 
  
RIP-Chip identifies HuR mRNA targets associated with key cancer traits 
To examine the biological significance of the high HuR levels in MPNSTs, we 
analysed HuR-associated mRNAs on a genome-wide scale by ribonucleoprotein (RNP) 
immunoprecipitation (RIP) under conditions that preserve endogenous RNA-protein 
interactions, followed by microarray detection of bound mRNAs (RIP-Chip) (17,18). 
Notably RIP-chip preferentially enriches for the stably–bound subsets of putative mRNA 
targets rather than transient targets that might be detected by RNP crosslinking. This 
favours the identification of targets forming part of functional complexes that lead to 
mRNA target stabilization and increased translation (19).  
RIP analysis was performed using an anti-HuR antibody or control anti-IgG 
antibody and cytoplasmic extracts from human neurofibroma (n=8) and MPNST (n=12) 
tumour samples from the aforementioned frozen cancer panel, and the isolated RNA 
was identified by microarray analysis (Supplemental Figure 2A, B). Background mRNAs 
identified in side-by-side control IP reactions using mouse anti-IgG antibody were 
subtracted to identify bona fide HuR-interacting mRNAs. We found that HuR was 
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specifically bound to 71 and 276 mRNAs in neurofibroma and MPNST samples 
respectively (Figure 2A, Supplemental Table 1 and 2). The large majority of 
neurofibroma targets (60 out of 71; 85%) were also associated with HuR in the MPNST 
samples, whereas 216 HuR-bound transcripts were exclusively expressed in MPNST 
samples (Figure 2A), in line with the high HuR expression in MPNST samples, and 
supporting a role for HuR in malignant Schwann cell tumours. 
To identify molecular pathways associated with HuR-bound transcripts in 
MPNST, we performed gene set enrichment analysis (GSEA) using Molecular Signature 
Database (MSigDB) hallmarks (20). GSEA revealed significant enrichment of signatures 
associated with oncogenic traits that include cell cycle progression, EMT and 
angiogenesis (21), as well as signatures for key oncogenic transcription factors MYC and 
E2F (22,23) (Figure 2B). In addition, key signalling pathways in MPNSTs that include the 
Wnt/β-Catenin, PI3K/AKT/mTOR and RAS pathways (1,2), were also enriched (Figure 
2B–D; Supplemental Table 3). 
Together, these data point to a potentially important biological function for HuR 
in MPNSTs, possibly regulating key signalling pathways that control oncogenic traits in 
these malignant tumours. 
 
HuR promotes MPNST cell growth in vitro and in vivo 
To characterize the functional importance of HuR, we first evaluated its 
abundance in established MPNST cell lines. Using a publicly available expression dataset 
(GEO: GSE14038) (8), we found that HuR mRNA levels were significantly upregulated in 
MPNST cell lines compared to neurofibroma-derived Schwann cells (Supplemental 
Figure 3A). Furthermore, higher HuR mRNA and protein levels were observed in 4 
commonly used MPNST cell lines (ST88-14, 90-8, S462, STS-26T), compared to freshly 
isolated Schwann cells derived from human nerves (Supplemental Figure 3B, C). 
 We then silenced HuR in these 4 MPNST cell lines by lentiviral delivery of two 
distinct HuR-specific short hairpin (sh) RNAs and examined cellular growth. Three of the 
cell lines (ST-8814, 90–8 and S462) were derived from NF1 patients with confirmed loss 
of heterozygosity at the NF1 locus for all 3 cell lines; the 90–8 cell line additionally 
showed a known microdeletion of NF1, whereas the sporadic MPNST line STS–26T had 
no mutations detected in the 60 exons of the NF1 gene. These MPNST cell lines share a 
common gene expression profile distinct from that of normal Schwann cells, although 
they differ in proliferation rates and in expression of cell cycle proteins (24).  Both 
constitutively expressed shRNAs reduced HuR levels efficiently, and suppressed cell 
growth, as shown by measuring ATP levels and by direct cell counts in all 4 cell lines 
(Supplemental Figure 3D–F). Furthermore, HuR silencing significantly reduced the 
clonogenic and anchorage-independent growth capacity of all 4 cell lines (Supplemental 
Figure 4A–C).  
Since the in vitro consequences of HuR perturbation were shared by all MPNST 
cell lines, we selected as representative STS-26T for in vivo validation. STS-26T cells in 
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which HuR levels were normal or reduced by silencing were implanted subcutaneously 
in immunodeficient mice. Subsequent analysis revealed that whereas control cells 
efficiently formed tumours (5/5), tumour formation was completely abolished in HuR-
silenced cells (0/5) (Figure 3A, B).  
 Next, we examined the effects of HuR depletion on the growth of already 
established tumours. To this end, we used a doxycycline-inducible lentiviral shRNA 
system targeting HuR. STS-26T cells expressing pTRIPZ-sh Control (sh iCtrl) or pTRIPZ-sh 
HuR (sh iHuR) were injected subcutaneously in the left and right flanks of 
immunodeficient mice respectively, and tumours were allowed to form for about 20 
days until they were palpable (~100 mm3 average). Mice were randomly assigned to 
standard chow diet or doxycycline diet for a period of 10 days, whereupon mice were 
sacrificed and tumours extracted (Figure 3C). Remarkably, induction of HuR shRNA by 
doxycycline treatment severely blunted tumour growth, and even led to visible tumour 
regression (Figure 3D). Tumour regression was observed in all mice following HuR 
depletion, and on average tumours shrank by 40% (Figure 3E), and weighed significantly 
less than control tumours (Figure 3F). HuR-depleted cells formed smaller tumours, and 
the efficiency of HuR silencing was confirmed in those tumours by Western blotting 
analysis (Supplemental Figure 5A, B). Notably, tumours arising from sh iHuR cells 
without doxycycline treatment were indistinguishable in all parameters from tumours 
arising from sh iCtrl cells with or without doxycycline treatment, supporting the 
efficiency and specificity of the inducible system used.  
 We also documented a marked reduction in the proliferation marker Ki67 and a 
rise in an apoptotic marker, active Caspase-3, in HuR-depleted tumours (Supplemental 
Figure 5C). We validated these results in the panel of cultured MPNST cell lines, where, 
similarly, genetic depletion of HuR in the 4 cell lines potently reduced cell proliferation 
as measured by (1) cell cycle analysis by flow cytometry, which showed a general 
increase in the percentage of cells in the G1 phase and a decrease in cells in the S and 
G2/M phases, consistent with a G1 cell cycle arrest, and (2) BrdU incorporation 
(Supplemental Figure 6A, B). We also found a marked increase in senescence after HuR 
silencing in all 4 cell lines (Supplemental Figure 6C). Detection of Annexin V by flow 
cytometry indicated a trend towards increased apoptosis in all 4 cell lines after HuR 
knockdown when cells were cultured under basal, growth-promoting conditions (10% 
serum). Exposure to cellular stress, such as culture of cells under growth-limiting 
conditions (2% serum) (13), exaggerated this effect and led to a marked increase in 
apoptotic and necrotic cell death after HuR depletion (Supplemental Figure 6D). 
 Together, these data indicate that HuR play an important functional role in 
MPNST cell biology by controlling key features such as survival, proliferation and 
replicative immortality. 
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HuR promotes MPNST metastasis in vivo 
MPNSTs have a high metastatic potential, and up to 50% of patients develop 
metastatic disease, usually to the lung, further worsening 5-year survival rates of 
patients (1,25). Yet, metastasis is one of the least understood aspects of MPNSTs. Given 
the profound antitumoral effects of HuR in MPNST cells, and the identification of EMT 
signature as one of the top enriched categories of HuR targets from GSEA analysis 
(Figure 2B, C), we decided to examine whether HuR could be important for MPNST 
metastasis, using a surrogate model of lung metastasis. Briefly, this model measures the 
ability of cells injected in the lateral tail vein of immunodeficient mice to survive in 
circulation, arrest at a distant organ, extravasate, adapt to growth in the foreign 
microenvironments of a distant tissue, and grow into metastatic lesions, recapitulating 
many of the essential late steps in metastasis (26). 
We silenced HuR constitutively in STS-26T cells, an MPNST cell line which exhibits 
metastatic tropism to the lung (27), injected them in the tail vein, and examined 
metastatic colonization of the lung 4 weeks later by histology (Figure 4A). Remarkably, 
very few metastatic lesions were observed in HuR-depleted cells in contrast to control 
cells, which formed numerous and large metastatic foci (Figure 4B, C). Next, we used 
our inducible lentiviral silencing system to examine the effect on HuR silencing on the 
colonization step of the metastatic process, i.e. the survival of the cells in these foreign 
microenvironments during the metastatic process, and the reactivation of their 
proliferation programs to form overt metastatic lesions. We injected STS-26T cells 
expressing pTRIPZ-sh Control (sh iCtr) or pTRIPZ-sh HuR (sh iHuR) in the tail vein, and 
allowed them to begin to form metastases for 2 weeks. Mice were randomly assigned 
to standard chow or doxycycline-containing diet for 4 weeks, whereupon mice were 
sacrificed and lungs extracted for histological analysis (Figure 4D). Induction of HuR 
shRNA by doxycycline treatment blocked the conversion of these micrometastases into 
the macroscopic neoplastic growth seen in the control cells with or without doxycycline 
treatment and in sh iHuR cells without doxycycline treatment (Figure 4D–F). 
 Together, these data support a key role for HuR in MPNST metastasis, potentially 
controlling key aspects of the metastatic process, from the survival of the cells in the 
bloodstream to their colonization and proliferation within distant organs. 
 
HuR overexpression in Schwann cells is not sufficient to trigger oncogenic 
transformation or dissemination 
 Since HuR is expressed at notably higher levels in MPNST compared to Schwann 
cells (Figure 1 and Supplemental Figure 3A–C), we next examined whether elevating HuR 
levels in human Schwann cells was sufficient elicit to cell transformation and 
dissemination.  
 We ectopically expressed HA-tagged HuR using a doxycycline-inducible lentiviral 
system (28) in immortalized normal human Schwann cells (iHSCl2) (Supplemental 
Figure 7A), and found that this led to a small but significant increase in cell growth, as 
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shown by measuring ATP levels and by direct cell counts, and increased the clonogenic 
and anchorage-independent growth capacity (Supplemental Figure 7B). However, no 
major effect was observed in tumour formation in vivo using mouse xenograft models 
(Supplemental Figure 7C, D). We also did not observe any major effect on tumour 
formation after ectopic expression of HuR in immortalized plexiform neurofibroma-
derived human Schwann cells (ipNF SC). These data suggest that while HuR 
overexpression promotes proliferation in Schwann cells in culture, it is not sufficient to 
induce Schwann cell-derived tumors in mice. 
Similarly, we examined metastatic properties using tail vein injections of control 
or HuR-overexpressing normal and plexiform neurofibroma-derived human Schwann 
cell lines. We did not find any metastatic nodules in the controls of either cell line. 
Unexpectedly, we found the presence of small micrometastases in HuR-overexpressing 
normal Schwann cell lines (1 out of 4) and plexiform human Schwann cell lines (3 out of 
4) (Supplemental Figure 7E), although these were far fewer and smaller than after 
injection of STS-26T MPNST cell line (Figure 4).  
Taken together, HuR overexpression in normal or plexiform neurofibroma 
Schwann cells was not sufficient to trigger oncogenic transformation but modestly 
increased their metastatic capacity. 
 
Pharmacological inhibition of HuR reduces MPNST growth and metastasis 
Our results demonstrate that elevated HuR levels in MPNST cells are required for 
cell growth and metastasis. We next ascertained whether the inhibition of HuR could be 
exploited as a therapeutic strategy using small molecule HuR inhibitors.  
Pharmacological inhibition of HuR with MS-444, which inhibits HuR 
homodimerization to prevent the binding of 3ʹUTR AU-rich elements (29), pyrvinium 
pamoate (PP), an FDA-approved anthelminthic drug that blocks HuR nucleocytoplasmic 
translocation (30), and tanshinone mimic 6N (TM-6N), which inhibits HuR-RNA complex 
formation (31), each strongly reduced MPNST cell growth in culture, in ST88-14 and STS-
26T cells (Figure 5A, B), similar to what we found through the genetic inhibition of HuR 
(Supplemental Figures 3 and 4). 
 Importantly, intra-peritoneal injection with MS-444 (25 mg/kg body weight; 
treatment every 48h for 10 days) of nude mice bearing already established tumours 
(formed 20 days after xenograft transplant of STS-26T cells in flanks) severely blunted 
tumour growth, and even led to tumour regression in some cases. In addition, MS-444-
treated tumours weighed significantly less than control tumours (Figure 5C–E). 
Remarkably, MS-444 treatment of nude mice (intra-peritoneal injection every 48h for 2 
weeks; 25 mg/kg body weight) with established micrometastases that had formed for 2 
weeks after intravenous injection of STS-26T cells, also reduced the conversion of these 
micrometastases into the macroscopic neoplastic growth, and smaller metastatic areas 
were measured in MS-444-treated mice than in vehicle-treated mice (Figure 5F–H). 
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 Our results show that pharmacological inhibition of HuR reduces MPNST growth 
and metastasis, thus highlighting the relevance of HuR as a potential therapeutical 
target for MPNST. 
  
HuR regulates key oncogenic transcriptional programs 
Next, we sought to define the mechanisms by which HuR exerts such profound 
effects on MPNST cells. We silenced HuR expression using lentiviral vectors expressing 
constitutive shRNA directed at HuR in the ST88-14 cell line, and performed RNA-
sequencing profiling. We identified distinct transcriptomic profiles between the control 
and HuR-depleted cells (Figure 6A), and differential expression analysis revealed that a 
notable proportion of the transcriptome in MPNST cells changed significantly. There 
were similar numbers of significantly upregulated and downregulated transcripts 
exhibiting >2-fold changes (1563 and 1627 respectively) (Figure 6B, Supplemental Table 
4).  
GSEA analysis revealed an inhibition of several tumorigenic pathways in MPNST 
cells by HuR silencing, including the YAP/TAZ, Wnt/b-Catenin, PI3K/AKT/mTOR and RAS 
pathways, in addition to signatures for the key oncogenic transcription factors MYC and 
E2F (Figure 6C, Supplemental Table 5 and 6). There was also significant overlap between 
the signature sets we identified by this RNA-Seq analysis and the RIP-chip analysis for 
putative HuR mRNA targets (Figure 2B). These results strongly suggested that HuR could 
be affecting MPNST cells by directly regulating these pathways, several of which have 
already been established to play key roles in MPNST tumorigenesis (6,7,13,32-34). We 
thus set out to examine the importance of HuR for these pathways. 
We first focused on the YAP/TAZ pathway. In an elegant study, it was recently 
shown that human MPNSTs exhibit elevated HIPPO-TAZ/YAP expression, and 
hyperactivation of YAP/TAZ in Schwann cells activated an oncogenic program with 
development of MPNSTs (6). GSEA analysis of RNA-Seq data showed that HuR silencing 
in MPNST cells led to a strong suppression of a YAP-conserved signature (35) as well as 
a functionally validated YAP-activated signature (36) (Figure 7A,B). Notably, GSEA also 
showed a strong negative correlation of genes regulated by YAP/TAZ hyperactivation in 
Schwann cells (6) and genes regulated by HuR silencing in ST88-14 MPNST cells 
(Supplemental Figure 8A), suggesting that HuR could be responsible for regulating 
expression of YAP/TAZ pathway components.  
 To test this hypothesis, we examined whether HuR associated with mRNAs 
encoding key protein components of the YAP/TAZ pathway by performing RIP followed 
by reverse transcription and quantitative PCR analysis (RIP-qPCR) in MPNSTs. To avoid 
possible confounding effects of cell type heterogeneity in tumour samples, we used 
MPNST cell lines instead. We found that there was a strong enrichment of YAP1 mRNA, 
encoding YAP1, and TEAD1 and TEAD2 mRNAs, encoding TEAD1 and TEAD2, two 
transcriptional partners of YAP1, in HuR RIP samples (Figure 7C). Notably, HuR depletion 
led to a striking reduction in the levels of these proteins in both the NF1-derived ST88-
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14 cell line (Figure 7D), and the sporadic cell line STS-26T (Supplemental Figure 8B). 
Suppressing the YAP/TAZ pathway by HuR silencing reduced the mRNA levels of 
downstream YAP/TAZ target genes in both cell lines (Figure 7E; Supplemental Figure 8C). 
Interestingly, although we did not find that TAZ or TEAD4 mRNAs were direct targets of 
HuR, HuR depletion led to a strong reduction in their expression levels, likely due to an 
indirect effect on their transcription, mRNA stability or translation. 
Our results indicate that HuR can regulate expression of key YAP/TAZ pathway 
components in MPNST cells, which could lead to the aberrant elevated HIPPO-TAZ/YAP 
expression seen in mouse and human tumour tissue samples and the hyperactivation of 
this essential oncogenic pathway for MPNST pathogenesis. 
 
HuR regulates key cell cycle genes in MPNST via a RB-E2F axis 
The RAS-MEK-ERK and PI3K-AKT-mTOR are two other major signalling pathways 
that are upregulated in MPNSTs and have important roles in MPNST pathogenesis (1,2). 
GSEA analysis revealed that many components of these pathways were significantly 
downregulated by HuR silencing, including activation of receptor tyrosine kinases such 
as PDGF (Supplemental Figure 9A, B). Along the same lines, GSEA also showed a strong 
positive correlation among genes regulated by the MEK inhibitor PD0325901 in the 
MPNST cell line 90-8TL (13) and genes regulated by HuR silencing in ST88-14 MPNST 
cells (Supplemental Figure 9C). In addition, several signatures of downstream effectors 
of these pathways, including the RB and E2F transcription factors, were inhibited by HuR 
silencing (Figure 8A, B). These effectors are frequently dysregulated in cancer and play 
an important role in cell cycle regulation (22). 
To examine the specific function of HuR in controlling these tumorigenic 
pathways, we examined whether HuR was bound to and regulated expression of 
different components of these pathways (Figure 8C). By RIP-qPCR analysis, we found 
that HuR was bound to CCND1, CCND2, CDK2, CDK6, p27, E2F1, E2F2 and E2F3 mRNAs 
(Figure 8D). In both the ST88-14 and STS-26T cell lines, we found that silencing HuR 
strongly reduced the levels of several proteins encoded by these mRNAs, accordingly to 
the role of HuR in promoting mRNA stability and translation (Figure 8E, Supplemental 
Figure 9D). However, in specific cases, HuR can also inhibit protein translation (16), as 
described for P27 (37). Here, similarly, we found that HuR depletion led to an increase 
in P27 protein level. P21 protein levels were also induced, not as a direct target of HuR, 
but possibly as one of the key proteins increasing in abundance during cell senescence.  
Collectively, our results suggest that HuR may play a direct role in driving cell 
cycle progression via E2F transcription factors in MPNST cells by acting at several levels: 
(1) by enhancing the expression of specific cyclins and CDKs to promote phosphorylation 
of RB1 to release E2F transcription factors (TFs), (2) by repressing production of P27, an 
inhibitor of CDKs, and (3) by directly regulating the levels of E2F TFs. 
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HuR activates a key Wnt/b-Catenin oncogenic program in MPNST 
Using the Sleeping Beauty forward genetic screen, signalling through the 
canonical Wnt/b-Catenin pathway was recently identified as a key genetic driver of 
MPNST tumorigenesis (33,34). Canonical Wnt pathway is activated after Wnt 
stimulation leading to an inhibition in degradation of β-Catenin, which then enters the 
nucleus and binds to a member of the lymphoid-enhancing factor 1/T-cell factor 
(LEF1/TCF) and other transcriptional cofactors including BCL9 and Pygopus to regulate 
the expression of target genes involved in diverse cellular processes (38). We found that 
HuR silencing led to a downregulation of MYC, SOX9 and AURKA/B mRNAs 
(Supplemental Table 4), which have previously been identified as downstream targets 
of the Wnt/b-Catenin pathway in different cell systems (39-41). Here, we confirmed that 
these genes were also downstream target genes in MPNST cells by silencing b-Catenin 
using specific shRNAs in the ST88-14 and STS-26T cell lines (Supplemental Figure 10A, 
B). 
In line with this set of targets, GSEA analysis showed that several signature data 
sets associated with this pathway were significantly downregulated by HuR silencing 
(Figure 9A, B; Supplemental Table 5 and 6). RIP analysis showed that HuR associated 
with CTNNB1 mRNA, which encodes β-Catenin, as well as BCL9 mRNA, which we also 
identified as a target of HuR from our RIP-Chip analyses (Supplemental Table 2) (Figure 
9C). A functional role of b-Catenin in controlling MPNST cell growth and viability had 
already been shown using shRNA-mediated silencing of CTNNB1 (34). 
HuR silencing led to a notable reduction in the levels of β-CATENIN and BCL9 in 
ST88-14 (Figure 9D) and STS-26T cells (Supplemental Figure 10C), showing that HuR 
controlled protein production from these mRNAs. HuR depletion also significantly 
lowered the levels of the key downstream targets, including c-MYC, SOX9, AURKA and 
AURKB, further supporting a role for HuR in regulating Wnt/b-Catenin-mediated gene 
transcription. To confirm these results, we examined the capacity of ectopically 
expressing a degradation-resistant form of b-Catenin to abrogate the effects of HuR 
silencing in MPNST cells. We found that constitutive expression of the b-Catenin mutant 
partially blocked the effects of HuR silencing on downregulation of the downstream Wnt 
pathway targets in ST88-14 MPNST cells (Figure 9E). In line with this, although silencing 
HuR still reduced ATP levels and cell number in cells overexpressing the b-Catenin 
mutant, there was a significant recovery in these parameters when compared to HuR-
silenced cells expressing the empty vector plasmid (Figure 9F). Similar results were 
obtained in the sporadic MPNST STS-26T cell line (Supplemental Figure 10D, E).  
Conversely, attempts to rescue by overexpressing BCL9 using a lentiviral vector 
in HuR-silenced cells failed to affect MPNST growth (data not shown), suggesting that 
regulation of BCL9 is not central to the biological consequences elicited by HuR in 
MPNST cells. Our results above also show that a number of key oncogenic TFs, including 
c-MYC, SOX9 or E2Fs, were downregulated by HuR silencing. Similarly, here, we found 
no major effect on MPNST growth when the expression of these TFs was restored using 
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lentiviral overexpression constructs after HuR silencing (Supplemental Figures 11 and 
12).  
These data suggest that there is hierarchical prioritization for HuR function in 
MPNSTs: HuR primarily regulates the expression of key master regulators (e.g., b-
Catenin, YAP/TAZ), which in turn control the production of cell cycle proteins and TFs. 
 
HuR regulates a core transcriptional circuitry in MPNST cells by controlling expression 
of BRD proteins  
Deregulation of the epigenome has also emerged as an important component of 
the pathogenesis of MPNST. In particular, two recent studies pointed to a role of 
bromodomain (BRD) and extra-terminal domain (BET) proteins in the activation and 
maintenance of an aberrant transcriptional program (13,32). BET proteins (BRD2, BRD3 
and BRD4) bind to hyperacetylated lysines in promoter/enhancer regions, and 
subsequently recruit cofactors to control transcription of oncogenic drivers, such as MYC 
and E2F (42).  
In MPNST cells, a small-molecule inhibitor of the BET proteins, JQ1, blocks 
proliferation and can induce apoptosis in MPNST cells in vitro and in vivo, highlighting 
the importance of these proteins in MPNST pathogenesis(13,32). Using GSEA analysis, 
we found a striking enrichment of genes activated by JQ1 treatment in MPNST cells (13), 
and genes upregulated by HuR silencing in our dataset (Figure 10A). Furthermore, in line 
with our RIP-Chip analyses, where we found enrichment of BRD2 mRNA in HuR-bound 
fractions (Supplemental Table 2), we found that mRNAs encoding all 3 BET family 
members, BRD2, BRD3 and BRD4, were highly enriched in HuR fractions in RIP-qPCR 
analyses of MPNST cell lines (Figure 10B). HuR silencing strongly reduced all three BET 
proteins in both the ST88-14 and STS-26T cell lines, suggesting a role for HuR in 
promoting the stability and/or translation of the corresponding mRNAs (Figure 10C and 
Supplemental Figure 13A). A functional role of BRD4 in controlling cell growth and 
viability in MPNST cells had already been shown using shRNA-mediated silencing 
(13,32). Here, we found that silencing BRD2 using two distinct BRD2-specific shRNAs also 
led to a reduction in cell growth and viability (Supplemental Figure 13B–D), underscoring 
the importance of this transcriptional regulator in MPNST. 
 Key recent studies have shown that JQ1 treatment in melanoma and multiple 
myeloma cells depletes BRD2 and BRD4 from promoter and enhancer regions of the 
genome and this was associated with the disruption of transcriptional programs in these 
cells (43,44). To gain mechanistic insight into the role of HuR in mediating the function 
of BET proteins in MPNST cells, we investigated changes in BET occupancy on a genome 
scale by ChIP-Seq in ST88-14 cells after HuR silencing. We found that HuR silencing 
significantly reduced genome-wide BRD2, BRD3 and BRD4 occupancy by ~60%, ~50% 
and ~45% respectively (Figure 10D). 
Next, to examine the functional effects of the BETs occupancy on transcriptional 
regulation, we generated a chromatin landscape in ST88-14 cells using H3K4me3 to 
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identify promoters, H3K4me1 to identify enhancers, and H3K27ac to identify active 
promoter/enhancer regions. Using this information, we performed network analysis to 
generate a network of transcriptional regulators that are targets of BRD proteins and 
regulated by HuR expression. In brief, we identified BRD-bound epigenetically active 
(active promoters and enhancers) and differentially regulated TFs in control and HuR-
silenced cells (Figure 10E). It is apparent from this analysis that there is a considerable 
number of transcriptional regulators in MPNST cells that are associated with BRD 
proteins and that control key processes, such as proliferation. Importantly, we found 
that a substantial proportion of these transcriptional regulators were especially 
sensitive to HuR inhibition, which depleted BRD proteins from their promoter/enhancer 
regions and downregulated their expression (red circles). Thus, GSEA analysis of BRD-
bound transcriptional regulators demonstrated a significant enrichment of genes 
activated in control cells and repressed by HuR silencing (Figure 10F). Gene enrichment 
analysis by ToppGene suite (45) identified these repressed regulators as being 
overrepresented in different oncogenic pathways, including E2F and MYC TF networks, 
proliferation and TP53-regulated pathways, and for different cancers (Figure 10G, H). 
Collectively, these data demonstrate that BRD proteins are enriched at 
promoter/enhancer regions of key transcriptional regulators in MPNST cells, and that a 
reduction in their levels and genome occupancy by HuR silencing suppresses this 
oncogenic transcriptional circuitry. 
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DISCUSSION 
Cancer arises from multiple genetic lesions that lead to aberrant gene expression 
programs, which are increasingly being recognised as fundamental for the acquisition, 
development and maintenance of cancer phenotypes. Compelling recent evidence 
shows that cancer cells can develop absolute dependencies on discrete molecular 
regulators – out of the thousands of human proteins that contribute to control of gene 
expression – that drive these dysregulated transcriptional programs. There is nowadays 
an intense search for these key regulators through focussed mechanistic studies, since 
they represent attractive targets for effective and enduring therapies in cancer (9,10). 
In this study, we present evidence that MPNST cells exhibit an exceptional 
reliance on the RNA-binding protein HuR for their abilities to survive, proliferate and 
disseminate. HuR inhibition prevented the formation of tumours in xenograft models, 
and even induced a striking regression of tumour volume in established tumours. 
Furthermore, HuR strongly promoted the metastatic capacity of MPNST cells, one of the 
worst prognostic features of this cancer. We propose that HuR-regulated 
transcriptomes promotes the survival and adaptation strategies that allow the 
disseminated cancer cells to survive in the circulation, migrate to, extravasate and thrive 
in incompatible foreign microenvironments of distant tissues. Consistent with these 
results, we found that HuR regulated essential biological capabilities of MPNST cells, 
including cell cycle progression and sustained proliferation, resisting cell death in stress 
conditions and enabling replicative immortality. Notably, the functional consequences 
of HuR inhibition was largely comparable in a representative panel of 4 MPNST cell lines, 
obtained from patients with different NF1 status, even though these exhibit 
heterogeneous cellular growth rates and alterations in expression of a number of cell 
cycle proteins (24). This lack of major differences, functionally or mechanistically, 
between NF1-derived and sporadic MPNSTs after HuR silencing support the view that 
relatively similar molecular mechanisms are involved in the pathogenesis of MPNST, and 
that HuR can be a broad target for MPNSTs, irrespective of NF1 status (1).  
Mechanistically, our RIP-Chip and transcriptomics data showed a global 
dysregulation of several signalling pathways and molecular regulators in these cancer 
cells, including the HIPPO-YAP/TAZ, PI3K/AKT/mTOR, RAS/RAF-MEK-ERK and Wnt/b-
Catenin pathways and bromodomain regulation of gene transcription, while our focused 
analyses revealed that regulation by HuR of specific components of these pathways 
likely led to the aberrant signalling. Several of these pathways, including WNT/b-
Catenin, seem to be specific to MPNSTs, since we find that HuR cannot regulate them in 
normal Schwann cells (data not shown). We posit that this capacity of HuR to 
simultaneously control several essential molecular regulators that operate in these 
cancer cells explains in large part the striking effects of HuR inhibition in MPNST cells. 
All these pathways have been shown to contribute to MPNST pathogenesis in seminal 
studies from several laboratories using various genetically engineered mouse models or 
culture systems (1,2,6,13,32-34,46). However, genetic or pharmacological inhibition of 
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these targets individually have, in general, been modestly effective and largely 
cytostatic. Instead, concurrent targeting of different pathways has proved more potent. 
Thus, combined inhibition of YAP/TAZ and PDGFR signalling activity (6), BRD proteins 
and MEK activity (13), or the mTOR and Wnt/b-Catenin pathways (34) are strongly 
synergistic in blocking tumour growth, and can even induce apoptosis. 
These observations strongly support the view that parallel and redundant 
pathways control the oncogenic traits in MPNST cells, a phenomenon that has been 
associated with the emergence of therapeutic resistance in cancer cells (10,21). This is 
particularly true for targeted therapies against kinase-mediated signalling cascades, 
which are organized in a linear and hierarchical manner, with different receptor tyrosine 
kinases at the top, activating a reduced number of kinase signalling cascades, including 
RAS-RAF-ERK, PI3K-AKT and JAK-STAT that operate in parallel but which can crosstalk 
with one another (10). This linear and redundant architecture facilitates bypassing of a 
signalling pathway after its inhibition for another, thus blocking the therapeutic effects 
of the drugs. This paradigm is also consistent with the disappointingly poor results 
obtained from Phase I and Phase II clinical trials from targeting individual components 
of kinase cascades in MPNST patients. Because of the superior results obtained from 
additive effects of cotargeting multiple pathways, current clinical trials are more focused 
on combination drug therapy (1,25). Our results strongly argue that targeting HuR could 
be as equally effective as the combined treatments, as we find that HuR inhibition 
potently suppresses several of the oncogenic signals in MPNSTs, leading to the profound 
cytostatic and cytotoxic effects on tumour growth, as well as on their metastatic 
capacity.  
Strikingly, we find that targeting HuR can both prevent the formation of tumours 
and metastatic nodules, as well as lead to shrinkage of fully established tumours and 
metastases. Thus, therapeutic intervention could be equally effective in newly 
diagnosed or recurrent tumours, which has particularly appealing translational 
importance, since timing of intervention and stage of disease has been raised as a 
possibility for negative clinical trials in MPNSTs. However, even though our promising 
data on pharmacological inhibition of HuR could represent a viable therapy for patients 
with MPNST, it is still unclear whether the preclinical efficacy observed in this study 
using cell lines and mice can be translated to the clinic. Whether HuR is a valid 
therapeutic target in MPNST warrants direct investigation.  
Our ChIP-Seq data reveal a large network of transcriptional regulators operating 
in MPNST cells that are associated with key biological functions. Notably, we find that 
this network is highly sensitive to levels of HuR that regulate expression of these 
regulators via regulation of BRD protein levels, and/or signalling pathways. An essential 
role for BRD proteins in regulating gene expression has also been shown in several 
malignancies, including MPNST, and interestingly, we find that HuR silencing in MPNST 
phenocopies to a large extent treatment with the BET inhibitor JQ1, at least in terms of 
gene expression profiles. In addition, the displacement of BRD proteins on 
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promoter/enhancer regions of active cancer-related genes by JQ1 in haematological 
malignancies and melanoma (42-44) is similar to the reduced promoter/enhancer 
occupancy on transcriptional regulators in MPNSTs we found after HuR silencing. Thus, 
our data suggest that the dysregulation of the transcriptional program in MPNST by HuR 
silencing, could be in large part mediated by the influence of HuR on the MPNST 
transcriptional network. 
Remarkably, we found that HuR depletion led to strong suppression of MYC and 
E2Fs levels that was accompanied by a highly significant reduction in the abundance of 
MYC- and E2F-transcribed gene sets, pointing to a general suppression of transcription 
at E2F- and MYC-driven targets by HuR inhibition. These proto-oncogenic TFs are among 
the most important drivers of tumorigenesis, as they regulate cell growth, proliferation, 
apoptosis and metabolic pathways (22,23), and represent some of the important targets 
for cancer therapy, although efforts to directly target these TFs have proved 
unsuccessful so far (9). Our work could thus have far-reaching implications for cancer 
therapy, since it suggests an alternative strategy to effectively target these TFs. MYC 
regulation also represents one of the best examples of the “multifunctional” capacity of 
HuR in driving expression of particular oncoproteins. MYC levels are regulated by major 
growth-regulatory and oncogenic signalling pathways, including the Wnt/b-Catenin, 
JAK-STAT and Notch pathways that induce MYC transcription and mTOR pathway that 
increases the efficiency of MYC mRNA translation, together with function of the PI3K 
and RAS signalling, and AURKA/B in increasing the stability of MYC protein (22,47). The 
striking downregulation of MYC levels in MPNST cells by HuR inhibition could potentially 
be mediated by a combinatorial action at several of these nodes of regulation, that are 
themselves under strong HuR influence. Similarly, E2F levels/function in MPNST cells 
could be determined by HuR by affecting multiple regulatory mechanisms, including 
Cyclin-CDK expression, RB phosphorylation and E2Fs transcription/translation. 
RBPs play a central role in regulation of gene expression, and thus it is not 
surprising that their dysregulation has been linked to several human diseases, including 
neurological disorders and cancer (48,49). These dynamic regulators can bind to and 
regulate thousands of functionally related genes, regulating every hallmark of cancer 
cells. Recent detailed studies have shown that RBPs are rapidly emerging as key 
oncogenic drivers in a variety of malignancies (48,50-53). In this study, we show the RBP 
HuR has pleiotropic functions in MPNST, driving tumour growth and metastasis by, quite 
strikingly, influencing almost all key signalling pathways and regulators discovered in 
MPNSTs so far, including the PI3K/AKT/mTOR, RAS-RAF-MEK-ERK, WNT/b-Catenin and 
HIPPO-YAP/TAZ pathways, and transcriptional regulators that include SOX9, AURKA/B, 
BRD proteins, as well as the proto-oncogenic TFs MYC and E2Fs. Over 1500 RBPs have 
been described and several of them are dysregulated in MPNSTs (data not shown). It 
would be interesting to examine their biological and mechanistic functions in MPNSTs, 
and whether they have broad functions similar to HuR or regulate distinct pathways 
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This function of HuR in establishing the highly intricate regulatory networks 
operating in MPNSTs to coordinate multiple cancer hallmark traits supports a “master” 
regulatory function for HuR in MPNST. Thus, by elevating HuR levels, MPNST cells have 
elaborated an adaptive mechanism to amplify and regulate key oncogenic signals and 
modulate transcriptional programs to confer a competitive advantage to these cancer 
cells, promoting MPNST growth and metastatic spread (graphical abstract).  
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MATERIALS AND METHODS 
 
Cell culture 
Human MPNST cell lines S-462, STS-26T, ST88-14 and 90-8, and immortalized normal 
human Schwann cell line (iHSCl2) were obtained from Nancy Ratner (Cincinnati 
Children’s Hospital Medical Centre)(24,34). Immortalized plexiform neurofibroma-
derived Schwann cells (ipNFSC) was purchased from ATCC (ATCC® CRL3390™). The cells 
were maintained in Dulbecco’s modified Eagle Medium (DMEM) (Thermo Fisher 
Scientific) supplemented with 10% (v/v) fetal bovine serum (FBS) (Thermo Fisher 
Scientific) and 1% (v/v) antibiotic/antimycotic (Thermo Fisher Scientific) under standard 
conditions of culture in 37 °C and 5% CO2.  
Human Schwann cells were isolated from the sural nerves of donors with informed 
consent (see below). Withdrawn nerves were stripped of their epineurium and fascicles 
were separated from the remaining interfascicular epineurium. Fascicles were cut into 
2-mm-long pieces and incubated in humidified conditions and 10% CO2 for 7-14 days in 
DMEM (Gibco) with 10% FBS (Sigma), 500 U/mL penicillin/streptomycin (Gibco) and 2.5 
mg/mL Amphotericin (Gibco). Fascicles were then digested in DMEM with 10% FBS; 500 
U/mL penicillin/streptomycin; 0.8 U/mL dispase grade I (Sigma) and collagenase type 1A 
160 U/mL (Sigma). The resulting Schwann cells were then amplified on plates coated 
with 0.1 mg/mL Poly-L-lysine in DMEM with 20% FBS; 100 U/mL penicillin/streptomycin; 
0.5 mM Forskolin (Sigma); 2.5 mg/mL Amphotericin 2.5 mg/mL; 2.5 mg/ml Insulin 
(Sigma); 10 nM b1-heregulin (Sigma) and 0.5 mM IBMX (Sigma). Amplified Schwann cells 
were plated in DMEM with 10% FBS in the absence of b1-heregulin for at least 24 hours 
before analysis. 
 
Lentivirus preparation and infection of MPNST cells 
Lentiviral particles (Supplemental Table 7) were produced in HEK293FT cells. For single-
infection experiments, MPNST cells were incubated with different lentiviral particles 
together with 8 µg/mL polybrene (Merck) for enhancing infection efficiency. Selection 
of infected cells was started 48 h post-infection with puromycin (4 µg/mL) for 2 days in 
supplemented growth medium or with geneticin (G418 sulfate) (Thermo Fisher 
Scientific) at 50 µg/mL for 5 days in growth medium without antibiotic/antimycotic. For 
the inducible knockdown plasmids, after infection and selection, cell lines were treated 
with 0.5 µg/ml doxycycline every 24 h for 3 days. Infection efficacy was tested by 
western blot and RT-qPCR analyses. For rescue experiments, cells were first infected 
with control or b-Catenin overexpressing plasmids and selected with puromycin, and 
then further infected with shHuR#3 lentiviral particles followed by selection with 
geneticin, as above. After infection and selection, MPNST cells were replated at specific 
densities for the different functional assays. All assays were conducted in triplicate, with 
at least 3 independent experiments performed for each assay. 
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Small molecule HuR inhibitors 
For culture studies, MPNST cell lines were treated with the following small molecule HuR 
inhibitors for 48h: (a) MS-444 (29), obtained from Philipp Krastel (Novartis Institutes for 
Biomedical Research), reconstituted in DMSO and used at a final concentration of 10 
µM. (b) Pyrvinium pamoate (Sigma), reconstituted in DMSO and used at a final 
concentration of 2 µM. (c) Tanshinone mimic 6N (TM-6N) (31), obtained from 
Alessandro Provenzani (University of Trento), reconstituted in DMSO and used at a final 
concentration of 10 µM. 0.1% DMSO was used in control cultures. 
For in vivo xenograft studies, 1 X 106 STS-26T cells mixed in 1:4 PBS:Matrigel were 
injected subcutaneously in the left and right back flanks of mice respectively under 
standard procedures and tumours allowed to grow up to 100 mm3 average volume, as 
described above. The mice then received intraperitoneal (IP) injections of MS-444 (25 
mg/kg) dissolved in PBS/5% N-Methyl Pyrrolidine (NMP) (Sigma-Aldrich) or vehicle 
control every 48 hr for a further 10 days.  
For lung metastasis studies, 1 X 106 STS-26T cells were injected in the lateral tail vein of 
mice, and left for 2 weeks to allow basal formation of lung metastases, as described 
above. The mice then received IP injections of MS-444 (25 mg/kg) dissolved in PBS/5% 
N-Methyl Pyrrolidine (NMP) (Sigma-Aldrich) or vehicle control every 48 hr for a further 
2 weeks.  
 
Statistics 
All analyses were done using Microsoft Excel or GraphPad Prism 6.00 (San Diego 
California, www.graphpad.com). Data are shown in dot plots or histograms as mean ± 
SEM, p < 0.05 is deemed statistically significant. Statistical analysis was performed by 
two-tailed unpaired Student’s t tests, Mann Whitney U test, one-way ANOVA with post 
hoc analysis by Tukey’s multiple comparison test, or Two-way ANOVA with Tukey’s 
multiple comparisons test, or as indicated. Quantifications were performed from a 
minimum of three experimental groups. 
 
Study Approval 
Animal Studies: Xenograft or experimental lung metastasis experiments were carried 
out following the ethical guidelines established by the Biosafety and Welfare Committee 
(BAWC) at CIC bioGUNE following the recommendations from AAALAC. 
Human Studies: Patient samples were obtained in accordance with the ethical standards 
of the institutional and/or national research committee and with the 1964 Helsinki 
declaration and its later amendments or comparable ethical standard:  
(1) the Stanmore Musculoskeletal Biobank, a satellite of the UCL/UCLH Biobank (HTA 
Licence Number 12055), which was approved by the National Research Ethics 
Committee (reference 15/YH/0311). This specific study was approved by the NREC-
approved UCL/UCLH Biobank Ethical Review Committee (reference EC17.14).  
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(2) Peripheral nerves for Schwann cell culture were retrieved from donors after consent 
under NHS Blood and Transplant (NHSBT) research study entitled ‘Collection of 
peripheral nerves for control cells for brain tumour treatment research’, NHSBT study 
(61). Full research project title was ‘Identifying and validating molecular targets in low 
grade brain tumours; REC number: 14/SW/0119; IRAS reference: 153351. 
 
Accession Codes 
All the microarray, RNA-seq and ChIP-Seq data are deposited in the NCBI Gene 
Expression Omnibus (GEO) with the accession number GSE120687. 
 
AUTHOR CONTRIBUTIONS 
In vitro & in vivo analyses: M.P.-I, E.P.-A, M.I-L, A.B.-M, M.T.-C, D.M., N.B. Sequencing & 
Bioinformatics analysis: A.M.Arans.., D.M.-A., J.J.L., J.L.L., A.M.A., D.G., M.J.A.-B.  
Supervised network analysis: S.O., A.D.S.  
Technical support and discussion: N.M.-M, Mon. G., J.D.S., D.F.-R., V.G.-d.J., N.M.-C., 
A.C., R.B., M.L.M.-C.  
Human samples & Reagents: L.L., D.B.P., O.H., E.E., H.I., A.I., P.P., E.S., C.L., A.M.F, R.D.C., 
M.G., C.S., A.P., P.S., N.R.  
Manuscript editing: M.P-I, D.B.P., M.G., A.C., A.M.A., M.V-R. 
A.W. and M.V-R. directed the study and contributed to data acquisition and analysis.  
A.W. wrote the manuscript. 
Order of authorship for first co-authors and co-senior authors was determined by 
relative contribution to data acquisition and design of research study. 
 
ACKNOWLEDGEMENTS 
This work was funded by grants to A.W. from: Spanish Association Against Cancer (AECC; 
JP Vizcaya), MCIU/AEI/FEDER, EU (Subprograma Ramon y Cajal RYC2010-06901; 
Proyectos Retos Investigacion RTI2018-097503-B-I00, SAF2015-65360-R; Proyectos 
Explora Ciencia SAF2015-72416-EXP; Proyectos Europa Excelencia SAF2015-62588-ERC; 
Severo Ochoa Excellence Accreditation SEV-2016-0644), the BBVA foundation, Basque 
Department of Industry, Tourism and Trade (Elkartek) and Education (PI2013-46), 
Fundación Vasca de Innovación e Investigación Sanitarias EiTB Maratoia (BIO13/CI/015), 
‘Neurofibromatosis Therapeutic Acceleration Program (NTAP)’ and European Research 
Council (ERC) Consolidator grant under the European Union’s Horizon 2020 research and 
innovation programme (grant agreement No. 865157). M.V.R. is grateful for the support 
of a 2017 Leonardo Grant for Researchers and Cultural Creators (BBVA Foundation), 
Acción Estratégica Ciber Emergentes 2018 (Ciberehd-ISCIII) and Gilead Sciences 
International Research Scholars Program in Liver Disease. The work of A. Carracedo is 
supported by the Basque Department of Industry, Tourism and Trade (Elkartek) and 
Education (IKERTALDE IT1106-16), the BBVA foundation, the MCIU/AEI (SAF2016-
79381-R (FEDER/EU); Severo Ochoa Excellence Accreditation SEV-2016-0644; Excellence 
 23 
Networks (SAF2016-81975-REDT), European Training Networks Project (H2020-MSCA-
ITN-308 2016 721532), the AECC (IDEAS175CARR, GCTRA18006CARR), La Caixa 
Foundation (HR17-00094) and the European Research Council (Starting Grant 336343, 
PoC 754627, Consolidator Grant 819242). M. Gorospe was supported by the NIA IRP, 
NIH. M.P-I. is grateful for the support of the Basque Government of Education 
fellowship. M.T-C. is grateful for the support of the “Ayudas para contratos 
predoctorales para la formacion de doctores” (MCIU/AEI/FEDER, EU). H.I. received a 
studentship from the Department of Education, University and Research of the Basque 
Government (PRE2013-1-1068). A.I. was funded by Instituto de Salud Carlos III 
(PI10/02871) and the Basque Government (SAIO10-PE10BF01). C.O.H acknowledges 
funding of Brain Tumour Research. Biobanking of samples was funded by Skeletal Cancer 
Action Trust.  AMFF is a NIHR senior investigator, and is supported by the National 
Institute for Health Research, UCLH Biomedical Research Centre and the CRUK 
Experimental Cancer Centre. R.B. acknowledges BFU2017-84653-P 
(MINECO/AEI/FEDER/EU), SEV-2016-0644 (Severo Ochoa Excellence Program, 
MINECO/AEI), 765445-EU (UbiCODE Program, EU), SAF2017-90900-REDT (UBIRed 
Program, MINECO/AEI). E.S. and C.L. are supported by the Carlos III National Health 
Institute funded by FEDER funds – a way to build Europe – [CIBERONC] and the 
Government of Catalonia [2017SGR496]. M.L.M.-C. acknowledges support from 
MCIU/AEI/FEDER, EU (SAF2017-87301-R), AECC, AECC Canceres raros, BBVA 
Biomedicina (UMBRELLA) and La CAIXA Foundation LCF/PR/HP17/52190004. A. 
Provenzani was supported by Associazione Italiana Ricerca sul Cancro, AIRC, IG 2018 
Id.21548. CIBERehd is funded by the Instituto de Salud Carlos III. 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 30 
 
 
REFERENCES 
1. Farid M, et al. Malignant peripheral nerve sheath tumors. Oncologist. 
2014;19(2):193-201. 
2. Carroll SL. The Challenge of Cancer Genomics in Rare Nervous System 
Neoplasms: Malignant Peripheral Nerve Sheath Tumors as a Paradigm for Cross-
Species Comparative Oncogenomics. Am J Pathol. 2016;186(3):464-477. 
3. Longo JF, Weber SM, Turner-Ivey BP, Carroll SL. Recent Advances in the Diagnosis 
and Pathogenesis of Neurofibromatosis Type 1 (NF1)-associated Peripheral 
Nervous System Neoplasms. Adv Anat Pathol. 2018;25(5):353-368. 
4. Natalie Wu LM, Lu QR. Therapeutic targets for malignant peripheral nerve sheath 
tumors. Future Neurology. 2019;14(1):FNL7. 
5. Korfhage J, Lombard DB. Malignant Peripheral Nerve Sheath Tumors: From 
Epigenome to Bedside. Mol Cancer Res. 2019;17(7):1417-1428. 
6. Wu LMN, et al. Programming of Schwann Cells by Lats1/2-TAZ/YAP Signaling 
Drives Malignant Peripheral Nerve Sheath Tumorigenesis. Cancer Cell. 
2018;33(2):292-308 e297. 
7. Jessen WJ, et al. MEK inhibition exhibits efficacy in human and mouse 
neurofibromatosis tumors. J Clin Invest. 2013;123(1):340-347. 
8. Miller SJ, et al. Integrative genomic analyses of neurofibromatosis tumours 
identify SOX9 as a biomarker and survival gene. EMBO Mol Med. 2009;1(4):236-
248. 
9. Bradner JE, Hnisz D, Young RA. Transcriptional Addiction in Cancer. Cell. 
2017;168(4):629-643. 
10. Gonda TJ, Ramsay RG. Directly targeting transcriptional dysregulation in cancer. 
Nat Rev Cancer. 2015;15(11):686-694. 
11. Bisogno LS, Keene JD. RNA regulons in cancer and inflammation. Curr Opin Genet 
Dev. 2018;48:97-103. 
12. Iruarrizaga-Lejarreta M, et al. The RNA-binding protein human antigen R controls 
global changes in gene expression during Schwann cell development. J Neurosci. 
2012;32(14):4944-4958. 
13. De Raedt T, et al. PRC2 loss amplifies Ras-driven transcription and confers 
sensitivity to BRD4-based therapies. Nature. 2014;514(7521):247-251. 
14. Abdelmohsen K, Gorospe M. Posttranscriptional regulation of cancer traits by 
HuR. Wiley Interdiscip Rev RNA. 2010;1(2):214-229. 
15. Pytel P, et al. Neoplasms with schwannian differentiation express transcription 
factors known to regulate normal schwann cell development. Int J Surg Pathol. 
2010;18(6):449-457. 
16. Hinman MN, Lou H. Diverse molecular functions of Hu proteins. Cell Mol Life Sci. 
2008;65(20):3168-3181. 
17. Jayaseelan S, Doyle F, Tenenbaum SA. Profiling post-transcriptionally networked 
mRNA subsets using RIP-Chip and RIP-Seq. Methods. 2014;67(1):13-19. 
18. Keene JD, Komisarow JM, Friedersdorf MB. RIP-Chip: the isolation and 
identification of mRNAs, microRNAs and protein components of 
ribonucleoprotein complexes from cell extracts. Nat Protoc. 2006;1(1):302-307. 
 31 
19. Simone LE, Keene JD. Mechanisms coordinating ELAV/Hu mRNA regulons. Curr 
Opin Genet Dev. 2013;23(1):35-43. 
20. Subramanian A, et al. Gene set enrichment analysis: a knowledge-based 
approach for interpreting genome-wide expression profiles. Proc Natl Acad Sci U 
S A. 2005;102(43):15545-15550. 
21. Hanahan D, Weinberg RA. Hallmarks of cancer: the next generation. Cell. 
2011;144(5):646-674. 
22. Chen HZ, Tsai SY, Leone G. Emerging roles of E2Fs in cancer: an exit from cell 
cycle control. Nat Rev Cancer. 2009;9(11):785-797. 
23. Kress TR, Sabo A, Amati B. MYC: connecting selective transcriptional control to 
global RNA production. Nat Rev Cancer. 2015;15(10):593-607. 
24. Miller SJ, et al. Large-scale molecular comparison of human schwann cells to 
malignant peripheral nerve sheath tumor cell lines and tissues. Cancer Res. 
2006;66(5):2584-2591. 
25. Kim A, et al. Malignant Peripheral Nerve Sheath Tumors State of the Science: 
Leveraging Clinical and Biological Insights into Effective Therapies. Sarcoma. 
2017;2017:7429697. 
26. Lambert AW, Pattabiraman DR, Weinberg RA. Emerging Biological Principles of 
Metastasis. Cell. 2017;168(4):670-691. 
27. Ghadimi MP, et al. Survivin is a viable target for the treatment of malignant 
peripheral nerve sheath tumors. Clin Cancer Res. 2012;18(9):2545-2557. 
28. Zhou A, et al. RNA Binding Protein, HuR, Regulates SCN5A Expression Through 
Stabilizing MEF2C transcription factor mRNA. J Am Heart Assoc. 2018;7(9). 
29. Meisner NC, et al. Identification and mechanistic characterization of low-
molecular-weight inhibitors for HuR. Nat Chem Biol. 2007;3(8):508-515. 
30. Guo J, et al. Inhibiting cytoplasmic accumulation of HuR synergizes genotoxic 
agents in urothelial carcinoma of the bladder. Oncotarget. 2016;7(29):45249-
45262. 
31. Manzoni L, et al. Interfering with HuR-RNA Interaction: Design, Synthesis and 
Biological Characterization of Tanshinone Mimics as Novel, Effective HuR 
Inhibitors. J Med Chem. 2018;61(4):1483-1498. 
32. Patel AJ, et al. BET bromodomain inhibition triggers apoptosis of NF1-associated 
malignant peripheral nerve sheath tumors through Bim induction. Cell Rep. 
2014;6(1):81-92. 
33. Rahrmann EP, et al. Forward genetic screen for malignant peripheral nerve 
sheath tumor formation identifies new genes and pathways driving 
tumorigenesis. Nat Genet. 2013;45(7):756-766. 
34. Watson AL, et al. Canonical Wnt/beta-catenin signaling drives human schwann 
cell transformation, progression, and tumor maintenance. Cancer Discov. 
2013;3(6):674-689. 
35. Cordenonsi M, et al. The Hippo transducer TAZ confers cancer stem cell-related 
traits on breast cancer cells. Cell. 2011;147(4):759-772. 
36. Tremblay AM, et al. The Hippo transducer YAP1 transforms activated satellite 
cells and is a potent effector of embryonal rhabdomyosarcoma formation. 
Cancer Cell. 2014;26(2):273-287. 
 32 
37. Kullmann M, Gopfert U, Siewe B, Hengst L. ELAV/Hu proteins inhibit p27 
translation via an IRES element in the p27 5'UTR. Genes Dev. 2002;16(23):3087-
3099. 
38. Anastas JN, Moon RT. WNT signalling pathways as therapeutic targets in cancer. 
Nat Rev Cancer. 2013;13(1):11-26. 
39. Blache P, et al. SOX9 is an intestine crypt transcription factor, is regulated by the 
Wnt pathway, and represses the CDX2 and MUC2 genes. J Cell Biol. 
2004;166(1):37-47. 
40. Dutta-Simmons J, et al. Aurora kinase A is a target of Wnt/beta-catenin involved 
in multiple myeloma disease progression. Blood. 2009;114(13):2699-2708. 
41. He TC, et al. Identification of c-MYC as a target of the APC pathway. Science. 
1998;281(5382):1509-1512. 
42. Chapuy B, et al. Discovery and characterization of super-enhancer-associated 
dependencies in diffuse large B cell lymphoma. Cancer Cell. 2013;24(6):777-790. 
43. Fontanals-Cirera B, et al. Harnessing BET Inhibitor Sensitivity Reveals AMIGO2 as 
a Melanoma Survival Gene. Mol Cell. 2017;68(4):731-744 e739. 
44. Loven J, et al. Selective inhibition of tumor oncogenes by disruption of super-
enhancers. Cell. 2013;153(2):320-334. 
45. Chen J, Bardes EE, Aronow BJ, Jegga AG. ToppGene Suite for gene list enrichment 
analysis and candidate gene prioritization. Nucleic Acids Res. 2009;37(Web 
Server issue):W305-311. 
46. Patel AV, et al. Ras-driven transcriptome analysis identifies aurora kinase A as a 
potential malignant peripheral nerve sheath tumor therapeutic target. Clin 
Cancer Res. 2012;18(18):5020-5030. 
47. Dauch D, et al. A MYC-aurora kinase A protein complex represents an actionable 
drug target in p53-altered liver cancer. Nat Med. 2016;22(7):744-753. 
48. Pereira B, Billaud M, Almeida R. RNA-Binding Proteins in Cancer: Old Players and 
New Actors. Trends Cancer. 2017;3(7):506-528. 
49. Wurth L, Gebauer F. RNA-binding proteins, multifaceted translational regulators 
in cancer. Biochim Biophys Acta. 2015;1849(7):881-886. 
50. Nguyen LH, et al. Lin28b is sufficient to drive liver cancer and necessary for its 
maintenance in murine models. Cancer Cell. 2014;26(2):248-261. 
51. Ortiz-Zapater E, et al. Key contribution of CPEB4-mediated translational control 
to cancer progression. Nat Med. 2011;18(1):83-90. 
52. Perron G, et al. A General Framework for Interrogation of mRNA Stability 
Programs Identifies RNA-Binding Proteins that Govern Cancer Transcriptomes. 
Cell Rep. 2018;23(6):1639-1650. 
53. Wurth L, et al. UNR/CSDE1 Drives a Post-transcriptional Program to Promote 
Melanoma Invasion and Metastasis. Cancer Cell. 2016;30(5):694-707. 
 
 
 
 
 
 
 











